Abstract
51
Most of these "Chlamydia-like" bacteria are able to replicate in many free-living amoebal 52 species. The ability to resist digestion by amoebae which can be used as a replicative niche, 53 suggests that these bacteria have developed possible virulence mechanisms also used to resist Chlamydiales order were isolated using this technique [22] , including strain CRIB 30 which was 58 found in raw surface water, taken upstream of a water treatment plant fed by the river Llobregat 59 4 in Spain [22] . Best BLAST hit for the 16S ribosomal RNA (rRNA) gene showed 93% similarity 60 with Criblamydia sequanensis (a member of the Criblamydiaceae family). Based on Everett"s 61 criteria [6] , it suggested that strain CRIB 30 represents a new genus (<95%) within the
62
Criblamydiaceae family (>90%).
63
In the present work, taxonomic classification of strain CRIB 30 was further specified using 64 phenotypic and phylogenetic approaches. Phenotypic studies included a MALDI-TOF mass 
MALDI-TOF MS data analysis

170
The MALDI-TOF MS system used was the Microflex LT instrument (Bruker Daltonics, Leipzig, 
189
Primers and probe for quantitative real-time PCR assays were designed using the Geneious showed that EBs are Gram positive whereas RBs appear Gram negative (Fig. 1A) . Strain CRIB 214 30 could also easily be stained with Giemsa using the DiffQuick® procedure (Fig. 1B) . Intra- were observed by electron microscopy 30h post infection (Fig. 1D, E supplementary table S2) calculated using the binary matrix (Fig. 3C) . C. sequanensis and strain
253
CRIB 30 were in the same cluster with about 34% similarity. The clustering of the other quantitative real-time PCR (Fig. 4) and by immunofluorescence (Fig. 5) .
262
Strain CRIB 30 grew in all tested amoebae, whereas C. sequanensis was only able to grow in A.
263 castellanii (Fig. 4) . The growth of strain CRIB 30 was of about 3 log in Acanthamoeba species
264
( Fig. 4A and B ) and reached titers 10-fold higher than C. sequanensis in A. castellanii (Fig. 4A) .
265
Unlike C. sequanensis, strain CRIB 30 was also able to replicate in Hartmannella vermiformis
266
( Fig. 4C and 5 ) and in Dictyostelium discoideum (Fig. 4D) castellanii. An EB and a RB can be observed at higher magnification, respectively in (E) and 514 (F). Magnification of 1"000 x (A to C), 4"500 x (D) and 70"000 x (E and F). 
